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MoT, 

(i) ^**iW^Jti:«E^ffJcMltt***i), (ii) #MftP8te 

mmm s &t), a v ) mrjm-^m^m^ommmK *-^om«» 

5 ] & »:Jfcgi 3 $ it 4 IBIRO^ 

[»*^ 6 ] ^mmm^m^mm&.m^ * y r * - * 5b (tracp 5 
tc^ts: l r mmzi&m itv^^ $ & itmm t r & m&g 1 
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2/ 



(i) %-&teifi&mmntM&mmz.mi!L\&)*ib*), go m—mmm^ 

* 

mmms&t), (i V ) ^m^m^mn^mm^m-'^^m^imn 

fil 0Hffim<^^r^ bo 

[lf^ 1 2 ] #hP Jfcj& 5580 Da, 5795 Da. 6860 Da t tz ii 7075 Da <D 
M^MWfmm&** -7 T * --tf 5b (TRACP 5b) ^)77^>f^?, & 

[0 0 0 1] 

[3£WM1-&»5»] 

[0 0 0 2] 

[fi^OSt*] 
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^ — v 



mEmSmmm** 7t?-*£ (TRACP : Tartrate Resistant acid Phosphata 
se) li J t<OjzUfrti*®L'%mfc&*<Dm&*X 7 r * — tf b Stt, -?-<DilJ5£f«# 

[0 0 0 3] 

<toT, JH^J: 9 0-5 <7> 6 oo/t>K»:^»t5)*L, -?-<7>«4j-c 5 #i?5W&S£ 
3£}5i;1£-e£> 19 , Band 5 iSiIfiiti!?tt*X7T?-^ (TRACP 5 tartrate Re 
sistant Acid Phosphatase 5) tn¥WlTV>& 0 ZfiltZ bKM^faMK X 
il^vT )Vm^<D^ 5a b, i3.tA,t'^T)V^m^-(D^ 5b Kfrtfbfi 
2>o fit, 5a l£&4^^^<Dfafr(b<Dm^X&^XM*M7!) t ^W)L%^<Dlz 
JtLT, 5b 0^^#TO^#v^i&i-^7^a6, 5b W«fi$I5M14 
^^7 7^- tf<7)^T^^,i:#£f>tLTV^ 0 t^Clinical ChemistrylS 
(*#H\fcllR4) ACP TRACP 5b bmtt%> d b ZWlft 

tv^ 0 £<>T*wmmz&\,*xi>®.^m%&&*T^mw<n]femt%2> acp £ 

±m-t2>i><Dlt TRACP 5b £: LT, f ^tf 7 7 

* — fe* IBSWS^ttKH* * 7 r * — tf 5b (TRACP 5b) immbLXi-^X 
TRACP 5b £3g|B"*-£ 0 
[0 0 0 4] 

te.it* izii ACP It, TRACP 5b &ftKft]km&**Sfl*fo&&m&*X 7 

**TO#*fc-£f:;h/C<*o ZVtztb, $£&<D TRACP SteWfcifctt, flMNU 
TRACP 5b m&*mfeLT\t*&b\iWx.%\<*o Z <DMfcfe<D&Wm b Lt 
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tzfe, n*)<0 TRACP fgft*^ TOm^T> iiatp--hn7x-;wj 
>m (pNPP) £fflV>T$J^-&#&rt^*LT^£ (^M$fr^fS£ 5 £ £ £^#1^ 

rSWfl^fcLT, TRACP 5b tfcM^fa/}^&&M^M1&fa&m£.*X7T 
^--b^tt^^^m^-r^^tt^M^^^Ct^flJfflt^ TRACP 5b 

^7 7^-W^fli^4(7)^ TRACP 5a <D&m*$% < Z b&~?%-?, $ 
£ TRACP 5b %i&Z^MftWm.in>®im.&*X 7 r * — tffgtt^'b "7 y 3£gqfeT"e 

[0 0 0 5] 

^WSlJ5e&T?{i> Marius E ^ Sari L bOtfV ? n-^;l/#t#£Jiv*&$lJ 
(iffiWFXM. 7 & X TftmW&tt 8 ) feitf" Jussi M.Halleen * Heathe 

r Buii b<D*s ?u~-i-)\,$m*m^tt&: ®mwott9 , imwicMi 0 

, ^Ml 1. imWJMl 2 & J: £iU 3) T-(i. Band 5 

£M^LTL TRACP 5a ^f^ifel^v^ TRACP 5b 

M^J^M^LTV^i: LT^I, Halleen t>02fi£fi, X 0 ®£#HHJ!&&5£ TRACP 

&ZtitztfV fu-'ffrfo^ ^ y ? n - ^ ;Hft#:<7) TRACP 5b CMt^tlltt 
^1&v^t^?>i:o<7)^S-t?^>o^tmt>tt^o TRACP liJfiLvf ff^^fS 

[0 0 0 6] 

-oi^ii^t^ itLt-c(±^^^3fo^^%@ : m&mmm (in 

tact Enzyme) tm^frMM%9 (Enzyme Degradation Products) K&il&ftLM £ 
mm LT&-£ij|lJ^&& iffc «£ o T^i £fT o T # fz 0 LfrLZ <D^^ Sjru- 
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#112 0 0 3- 1 2 3 9 7 0 ^-v : 

?-)l>tM$.<D X -9 lex. tf ] — y^Rg^ $ *tfc*HK SO^-e £ & 53^-7 9 h t 

TOACP «79^>»>h**n^WtC#iRJR*RRL*V*fcv^#&«)*»J 

#W\fc*U 4 £ <£ ^#SF:fcitU 5) , ^Stt^^^aHsSi-^ifc***:*^ 

fcffiJ&ta&B:****^ -jftWfci^iWfcffifcia TRACP OffliJ^fi, 

[0 0 0 7] 

PRpffcfclR 1 ] 
#PB¥lO-37198-^<a-# 
[#*l«fcfclR 1 ] 

J- -tt, 19 9 5 

2 ] 

J Bone Miner Res. 15:1337-1345, 2000 

im*w&M 3 ] 

Clin Chem. 47:74-80. 2001 

imtmcm 4 ] 

CI in. Chem. 47:1497.2001 

imtvt-xm 5 ] 

BTclMfl. 49:904-911. 1990 
lfm*?2M 6 ] 

CI in. Chem. 33 : 458-462. 1987 
IfmWOM 7 ] 

J C 1 in Endocr i no 1 Me t ab . 71 : 442-451 . 1990 
IfffiWFXMl 8 3 
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^-v I 6/ 



Clin Chem. 46 : 1751-1754. 2000 

mwwtxm 9 ] 

J Bone Miner Res. 13:683-687. 1998 

[fmwrm. io] 

Immunol Lett. 70: 143-149. 1999 

m&ft-xm. 1 1 ] 

J Bone Miner Res. 14:464-469. 1999 

mmn±m 1 2 ] 

Cl in Chem. 45:2150-2157. 1999 

mmnjcM 1 3 ] 

Cl in Chem. 46 : 1751-1754. 2000 
[fffiW&M 1 4 ] 

J. Bone Miner. Res., 15:1337-1345, 2000 

iimitm. 1 5 ] 

Clin. Chem. 47:74-80, 2001 
[0 0 0 8] 

*mmmtmm-t* tracp it^m^m^mmmK^M^WM^n^ tm 

fflfl&OMttS:^ TRACP 5b J=^«4#Jltt«)i(fv>S6*#ft^o3feC: fc-C** 0 
2£BttJfiL»*fc: TRACP ^Hief7 7^^ > h**^BS*m±fc**K# 

ioT^H^Tii TRACP j^flct, ittfi 

[0 0 0 9] 
[SHE * htztb<D ^WL\ 
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fill £«l*M5ei- & &&M5e£ &«trf & • 

(i) ^^BW^KtiK^K^^tt^t). (ii) n—m&m& 

WM£ D BW%Kt3«iSitt**ab 19 N (iii) ir^BWftRi 

§Lf0ttri ? &l9, (i v ) »r jS#©«tlfJl^Oj|iftltt#fS-JtftO § 

Mr******, 

*) BW^Rtc^tt*** 0 , (iii) H— iWk&*B W»»J: 
fWOteri**^ (iv) l|Zl^#:o^tlR^omfOtt^0— ^L#<7)@6<Jt/« 

[0010] 

K&—fofotnr&fo(0 2mM<nwm*m^z>o m—^mt^rj^mt^ a 

) m-^)L« ? g«JtfRttS^®^m^^tt^i9^ (ii) 

<9 B W^Jtua^itt*** 0 > (iii) #n#Mfc&«B «t 0«^5f^»ftltt 

(iv) gt#OBW%Jf^oa 
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#12 0 0 3- 1 2 3 9 7 0 

mMfo* z&mf bti&o 

[0 0 11] 

tfitffctf* . fg— m-%m<F> 2 «IK<7)iJL#: tit, ( i) £MSWfr&*B ft^ 

K&aifta** o , (ii) m—tfcfctm^nk o g^^^^i* 

*** U > (i i i) ffZgt^g WMt J: 19 M^RteSlftttrt** *) , *>o (iv) 
9i K&^Tfi, ||-#t#Ji B Ktf tMt® O til; & §|#ni3:<£>£> &£vf£ 

Og^^MWW^Mtt^ ELISA&fcJffc.fcoTWjfeU * 
0*5fe»**» h ±|B 4 o (7) £ft £ jp| 2 aiSO ty^n-t ^ Jfi# * S^f ft 

<b2®^^y^D>-^;viit#:^^-t^ ( rt Sfc, ?u-1-)Vfc 
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[0 0 12] 

^^•Cfflv^ 2 m3So3fi#:oftitM t Lt, TRACP 5b M^ic 

J: 0 # tt7^ TRACP 5b 1:0^X0 21^(0^^ ^n-^;Hft#:(£, Cittft? 
ttT £ ? n - i- X t) i> TRACP 5b £ KJ^m^ <y9? 

cittib 2n.M<om&*mm\^x, tracp 5b ^tt7 7^v > h ^^o^ojflitt 1 

T-fvr-fA (^jfiLSfc, jfiL/hfe 7^n7 7-y) Of^^r^ii^tt^ 

v^-tmS* TRACP 5b #^^^»J5eiS^arHgi:^o/zo 

[0 0 13] 

±ie^y ^n— ^-;^#:{±b hm#*fflJ&*5fri*S£ TRACP 5b %fHfcMt Itf 
^jftM^J: ft o£# 5 \ ZtlKmt>-fm'WMJ&mm%:£*<D TRACP 5b &*/L 

±15^ ? u - i- frfofciZffigkK h TRACP 5b Sr&i&EK t Ltit^MU 
■f-Ojfit: h TRACP 5b ttfrK«J»fc#«B»«aj»fc*lfc'fr$**ifcfcJ:o'r 

WiE# 2003-3109677 



tfcm 2003-123970 ^- *J ; 10/ 

KLxn/zK h TRACP 5b £ 7 n ^ > h <D%&^ ^Ty^A^f, TfclKtT 

k i~3 mm*%\zmm$rr* ttzimmfsm^-t^ctizx^r^-r^o 
m^w>at i//g~ioomg ^^^$ttrv^^ —tfcmzit so/ugmm^t 

[0 0 14] 

(Nature. 256, 495. 1975) K <fc ot#'J .x^-l^^i; rr-;i, (peg) Jiv^it 
iK^LfejfflJS^t>li h TRACP 5b *SWW-&#b#*££'t*;N>f K-^& 

tltzm&mi&fr hX^tzU U =.~-i%^±3%x$\z Y. h TRACP 5b K;tt1-*trufl:j&*£" 
S*trv^i|^^li, h TRACP 5b *7l'~-Y±.Kmte\kLtzTv J t<i~7V- 

h±K±ft££>-£, KJ^Ifetcftltv^^-f Ay ^nyi; ^_hrp ftHfeffifl^ 2 & 

ELISA «K t h TRACP 5b * n— 

^#14^n->?-i^i^ 0 *IM^0MtM£fi HRP ote, 7;v# 

o ttz^y yu-)vt Lxyu y *y bsa ^^UTy-t'f 

7°l/- h K ELISA fcRIfcfcfH - ttt h TRACP 5b *V 
--^^-ei^CltJC^^o o^ljth TRACP 5b ri/-hfitt'abf), BS 
A ELISA "CltttO^n-^^^^-^cOT^^o 
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zzKM^mmm±m*m*.xBu&zit > stcf»« tracp 5b ^*nx.rfg 

ttlI^g^^t^«f^«L, -o^IiSfi^ pNPP oiT^ 

lx mfe-rz k. %>Xf£ %>o 

[0 0 15] 

; n-tWi: Lttt, H h TRACP 5b &4$Att£Bfft 
t-fc^/^n-^Jfcfl;^*,, !|l:ffittlt h TRACP 5b t^SU ^o^jfiL 

tztk iZ^SmmtmSL L^^'JK-v Trk62 ^14tl.*/^n-t;i/ 
«tffc**Wfcsft*o iZO^^n-t^fHtfi, lib TRACP 5b 

h tracp 5b £\rjcb*i\ >&>o^jflL^ 0 *»38u flraj&ft*o 

^tt^7 7^-feW'fff ACP t^HSJSL^V^O^Stt^ 0 fztx. 
ff^f&K##8t£ Lfc'W 7V K-v Trk49 ^ n-^-^flt# 

[0 0 16] 

CTf&tet: h TRACP 5b 77^>hil) fc^ftt: h TRACP 5b bzmm&ybm^ 
ffimmt L < ^ L < li#3tft#<0JStefc h TRACP 5b Srfrjg&J: 0 & 

h TRACP 5b J: t *v^iffiS7 9 <f * > Mfitejfelfcfctfo & 

^jg&i-a* y * u-±)\,$mtfmfbti%> 0 t tzn-fofct lx 

m5LLtz^4 7V K— 7 Trk49 & * ./ * n-^fttffr&^f t>*L& 0 

±IS'W K— 7 Trk49 ^itf Trk62 ttX«ft«|»^X^X«»||fW»W 
fc-ett-rtL, SHE** FERM BP-8249 (TJS 14 ^ 11 ^ 27 B) t FERM BP-78 
90 (TJft 14 # 2 J§ 14 B) LT«Fie$tLTV^ 0 
[0 0 17] 

ilB^N-r^V K-*Tttaiif«Hfl&i§setwfflv*i?>*LSJg^ Milf a -MEM N RPMI1 
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640, ASF, S-c 1 one & t'Xigm L , 0**±fflf i^/^n*-"?- £ 0 JJX 

[0 0 18] 

#*<9 TRACP 5b Sr*»^Sfl5ci-^^ t^T*#^>o &TK#f&9!tf>$&&a!lS&*fc:o 

& o uOtl, B #JtfSC# s TRACP5b <7) J: 9 &i&teMB*SSOJaHK pNPP 9 — h 
@ffitc^L7 t cB^So^^;v«rS!|^i-^>i < ):tcJ: I9 % ^#4«<^B6tJ 
[0 0 19] 

o> nzL^t-frji^ ?r v ? xmwmwL*xfrwtx% zmm^Mz^tzfr* mm 

tBBE# 2003-3109677 
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MM-? ZZt &X § & 0 Z<Dt£, @ ifttfSCtf* TRACP5b <7> J: ? &?£1£MI£5??£> 
pNPP (^5? - 7 ^ ^ ;v 1; >m)«0i^^JS-r^^®^?r^o@ffi5: 

«rIE?Stc?lij5^"e§^>o 
[0 0 2 0] 

x$>& 0 m~m,m±, ^mnmffl3cwfeK®.Mz-&x&<-t)\ ^r- y^^^m 
^m&mm^cim t elisa &momm%LmMMmzm^z>i><Dx$>tiim 

mLX*&WK£Z*y ?v-i-frm*Z%k&mtZ 0 mfffafemte lng~100m 

g/mi <Dmmx$>&z\ ttfg>^ 0 mm^^t^^ 77^-7^-^^^ 

otSiC^L^^n-t^CU TRACP 5b *®mt2>$ife$:toz. 

■Ml<Ztef&%a<7) pNPP %t*%m^2>z.ttfx%& 0 

[0 0 2 1] 
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[0 0 2 2] 
[0 0 2 3] 

^^-efi, _Lf2L/z/W:7*>; K-v Trk49 isit^ Trk62 ^fejS^^^A* 
y ^ n-^-;l/iJt# Trk49 £ J: t>* Trk62 £fflv>T, &O£SJfe0!l 1 -C^-r* <fc 9 
fc, yn-^^f y*f-y -f-r? SuiS-KX ^StfLvf+O TRACP 5b 77^> 
h fc^B&fcW^TifS*, #«RJR^»4/>iBJllL***v»»4#a«j^*jllijt(tijc 
x 5580 Da, 5795 Da, 6860 Da £ tz it 7075 Da (D TRACP 5b <7)yy^ 

* >Ytf%>mZtl2>Zbl)mtbfrlZ%:'3fz 0 t£oT, .T*L<bO TRACP 5b <Dyy 

[0 0 2 4] 

zmm-f2>zttfx*£z> 0 mz-iz, x*sHm, i^tis, 
mthxit, *r~4*>ibffiftmm%mfi-$rn (ldi-tof-ms) kj:o*t 

Stl^~ 9*— JMi^f 3* >"ft (Surface Enhanced Laser Desorpt i on/Ion izat ion) Jftff 
B#WSlK*##fW- (SELDI-TOF MS?*) , -7f>; ^^l/-f-^t^fc (Ma 
trix-Assisted Laser Desorpt ion/Ion izat ion) TBsfiWeM^i^^fft (MALDI-T 
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OF MS&) & Z *mm~e %2> 0 m x. if , SELDI-TOF MS& & ffl V> & *§£\ Ciphergen 

ttfcJ: ttfcT'n'r'r ^ . ;^tny- • y^rA I I .77- 

].n^-*- (Ciphergen Biosystems , I nc) ^ffflt^it^fiSo 
IfefiSELDI (surface enhanced laser desorption ionization) bfflftMMAfr 
*ftt*&*^*>^ f 'f >f y/f ^ y n y - 1?*«5 , ^Offrjiii WO 01/2 
5791 A2^m, #§i2001-281222^^tC#Lv^ o SELDI-TOF MSft<Z>#£\ il 

ttelL^ f-y ytc^^-^r. SELDI-TOF Msscam- ^#1-0 

W * ^0£6Rfc&fttt£#ofrtgaia*^$ tLTv^ ^ y 7 0 (y ^ 

[0 0 2 5] 

^<OiOfi*fat Ltd, fli&tf ESI & (Electrospray Ionization) 

z&MMfrffi&tfmfhtt&o esi yur-T— vmm^vm&mL 

(EIAB0 , ftftJtftffl&& (TIA&) , 9f-^^M^ (LATEX&) . « 
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[0 0 2 6] 

Hifcflii 

(i) £ Z » p - ± 2kffi&ffeM ra<a ^ mm 

TRACP 5b SrSMILfco ^T^W«ft*5E^4 0 

>"7*-A K • >£firo£7&, JWKHNRffcJ: «til£*U> £ fc £ 

& o tz t: h ^d»*»®aJ 130g 2 ^ ^y-^-^Wik, ~7 

Ut7~ >K ttmffiWL (50mM Tris-HCl, 0.3M KC1, lmM PMSF, 1 

mM EDTA • 2Na, 0.1% Triton X-100, 0.02% NaN3, 1 unit/ml T^u^-=.y P H7. 
5) 200mL «f itt*€^t'ff-i:t^yt-fXL^ 4'C-Bfe 

lO.OOOrpm, 20 #SfrWMiU *<D±it* lOmM M;*^jt?£pH8.2 
t-38*f^ CM-Sepharose#9A (^40mmX40cm) (SIGMA) \Z.T~?*7 4 L* W(M 
Ltz* >s*?ft* NaCl £^tf±|2 b V Xff $OgIIS4gie (0-0. 5M NaCl 

V S'ifefcfflnffl&U SttO«v»«U^*y-^L^o -€-tL*jfe»^ 0.7MNaCl 

20mM b V XjjtWffc pH7.2£jg#fU Superdex 200#9A (^16mmX60cm 
) (Amersham Pharmacia Biotech) KT*?? -i L> |W|^lC?#tii L^7 7^V3> 

20mM h V^Mrifc pH7.2 T?2 fllPH*3RU HiTrap Heparin HP 77 9 A (5mL) 
(Amersham Pharmacia Biotech) ICT'T^I'L^ ijyiF L ^ W-C^fltfc NaCl & 
£-tf_hi2 20mM h 'J ^Itt pH7.4 <D%mm.QW> (0.35M- 1M NaCl) i&at^ 

* u -tta^ o.4m g # 

tV^tm* A 2 80 fc*»)filBU SDS-PAGE (TIFCO) *frv>« 

M<Oif, tj-^*: 35, 000 #J5tv > ;JOW*> KT?afe & £ t \z «£ t) mULfZo 
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viz* -otzmmizmm tracp 5b t itM^si: l/z 0 

[0 0 2 7] 

(2) ^ 

m®^ Y^mmm^m^mmnm^^yr^-' t* (tracp 5b) & 250/zg/ 

ml tft&XilZ 50mM * .x. ^Btfftflrift (pH5.5) T*#f^L, 25^g (100// 1) £ 
t^Xyu^y F^TyaAV K (WAKO) 100// 1 t%it"t%>* Ti < jgJfo t 
fc e SMftL^JSfllft* Balb/c 6 MW> iHf^^X (B^^l/T-) H 
— T)l<JmTKTMJ!&l*tf9i5-Ltz 0 2»im3fciCtit|«a TRACP 5b (25^g/ml) * 
7n^K^7ya/r/K (WAKO) fci«LT7n^>K^T^>K 
OBtfc^li^o&fiEKJ: t)%immWLbL, Zrtilfti^vXizmft Ltz 0 J» 
2Mffl&lzmffi<?>mfe*ft\,\ 4 ® B L T TRACP 5b 25,ug/ml£ 

50mM ?^>nmmm. (pH5.5) ^iiftL^^JltfflfcffiJtfcJ: *?i£#Lfco 
[0 0 2 8] 

(3) £^LZii K— T^tfrfr 

*I***EJ: 3 B&IZ TRACP 5b t:i t) mft&frWvA X *) yxfjVx-f 

^;V**-f ><D-%& (Nature. 256, 495. 1975) KfifcoTfrfrtU #V 
(PEG4000) (MERK) £fflV*TMJ&t#M« P3-X63-A 
g8-Ul (P3U1) fcMte-Lfco ^Oitt^Jt^fiJI*liajfflfl&fR 8X107 ffl^LT#« 
P3-X63-Ag8-Ul (P3U1) 2X107l@-C> 4 : l«C*o/io M^M^i 10%FCS 
(INVITR0GEN) a -MEM (IRVINE) HAT (xx*/U1r) igitfjlCfrfkL 96 yt^>f 
?n*>f h (ft^-^^-Y h) IC^LT37 < C, 5%C0 

[0 0 2 9] 

(4) 

X?V~-Z'ym7 9 l'-}>*ftm-r2>tztb\ l Z±$Z (1) KTffi«LfcTRAGP 5b 
* 50mM *^>flMMra*fcfcF#U 0. 5ju g/100// 1/well £:&&J:?&c 96/t 
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(Nunc) Kfr&Ltio zfU-h* 4lC-e 2 |fe#fiLfc&fc 0.05% Tween 

20 **Crhy^«»«-C3iaf5fe»U *4**»acSS:«Ix.*fc*H1.5%BSAjaF« 
*200/£l^tT, M£ 4*Ce 1 mmWLtio %®.Vtz'7V-Y* 0.05% Twee 
n 20 fr^-trM 3 BttifrLfcfcfc:***-!:?* 100^1 *KJ&3-ti\ 3£ 

^tS6»*ffo^JC2^#^**HRP«IWSi;v^^>f Ay ^nyy (Zym 
ed) *inix.T£JS$-£fc 0 a^ic HRP <0§tb&M-?$>2> 3mg/ml o-7x^V 
>VT5> (OPD) (Nakalai) 9 100^1 Jnx.T-JWBlO» 

in ^m*#it^t ltih ioo/. i aamu 492™ izxmytm 

[0 0 3 0] 

(5) ffiflapiiiR 

ELISAK J: o T*SM TRACP 5b fcORjfcte*fl|Bf* fc* *u-> Trk49, Trk 

?n-> Trk49, Trk62 £ TRACP 5b fcBIKLfc «D t U"Caj?L/;o-e* 
£o %btLtz$m**:; ? <i \£>?* y y (Amersham Pharmacia 

Biotech) KTtfeeLfcM^ iJlTOi 1 o £ ^ fc^-Cifcofco 
[0 0 3 1] 

[^1] 

Mil 

?n*-> Trk49 IgGl * 
?U-y TrkfiS IgQl 
[0 0 3 2] 

(6) * ; * p - ± frmtunfemji zmm 

-LIS (5) ttfc/W TV K-*7 Trk49, Trk62 IX 10 7 <BM*-/U 
(T^K'Jyf) 0.5ml 2 Balb/c -7?* (B^VT- 

) > io sis^ nitt^MMi*i^L> & 2 & w&. ^ v * Kir® L tzM& 

^v^)v^-t- )\s$mT k T^m-M \iz$m. l tz 0 ±m (4) n^v-—*? 
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^o^y ^n-^;v^t#:^tttTv^c:o COMtK^^ 40% t«L> PBS 

^^NTfLfc^ ^'n-r^r^ G ii^J* (Amer sham Pharmacia Biotech) IZ£ t) 
SLT SDS-PAGE K± VmmLtZo 1-2>t Trk49, Trk62 t tC^sl7UT*(±^ 

150,000 ^#—0, y wf\> ^^y-;^7ct?{i^*^j 50,000 o/^ 

> Kfc 25,000 O 2 ^O^y K^?|^$tL7to *«^tt^to;#(i Trk49, Trk62 
£ Ucv>y 1 15mg ^^{i-etL^T^oTXH^IJM^^f ? £ 

[0 0 3 3] 

(7) 3$jM*«re? 

^ey ?u-±)\,fcfc Trk49, Trk62 0#Htt*|S!^*7tie>^$$^^r>f V 
"7*-A (TRACP 5b, ^JfiLSfc. Jfil/h*. PAP (SIGMA) „ tfT hACP (SIGMAtt) ) 

H^gyi^-h (Nunc) _tfc Protein G fcfUffl LTttttLfc^y * n-^;Hft; 
2^g/well »C«f*J:^H^U 41C -C 2 Qnif t^Co 0.05%Tween 20 
Sr-S-tr 20mMTris (pH7.0) «fe#»[HT3®«fe»Lfe^ 1.5%BSA Tris (pH7.0 
) £ 200//L in££T 4^— Bfc^'n y*>^Lfc 0 9 LTflsttLfc:/ 

I'- h ^5fe^^t?lHl^^-L-r. %MT<i V7 *-&<DWmm®i*&X 10IU 



/lk ioo// 1 w>±fcin&fc 0 ifi-e 2 Rfnaas 

SJE»7^ ^aj^^tCT3HI^LT 100^1 «5Sftt^7 7^- 

temfflfcBk 405nm Tifofco 
M^tLT Trk49, Trk62 t± TrACP 5b L**RJES«*1* % HfeT^V7^--At 

[0 0 3 4] 

(8) SELDIfefraiSLfe^^y^ > 

surface enhanced laser desorption ionization (SELDI)t^fMS 
^tf^^^^^^7°nx^^^v'7'x^y n^-^s Ciphergen %±\,z£ 
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bli^r? J viS-ZJBHL, mALLtz^J 7V K— Trk49> Trk62 ^£1" 
•S^y ^n-^;Hft#:£fijjj3 LTJfiLft* TRACP 5b > >• fcHUHch hz. 

[0 0 3 5] 

i) ps2o^y ?K&z>m.Wi 

littbltZ^m^blt PS20 /nf-f ^f-y/TW (Ciphergen Biosystems 
,Inc) £ffiV>T#Wfc Trk49, Trk62 ^JfiLrst*?) TRACP 5b> ttzl±Z<D 

y^y^yy L fc 0 PS20 ^ ? 7°izm$%k&?- v y°<D c: £ -e* 19 „ 

ffimz&^&o tettblZ&f&tgl&i S-clone (=7fc#£^) KmitZ^tz^J 7V K 

Trk49, Trk62 £lg*U Protein G*7A (Amersham Pharmasia) iZXo 
Xfrtl^tKD&lifcZm^LfZo Z<Dm#immZ 500,*g/mL K$>t>*£TZ<D 2 M L 
^PS2 0f-y/C7/7^U ^KTlBf^&j££^7t:# 5/zL (Dfuy* 
>r^vyr- (1M PBS pH8.0) (WAKO) ZD\\z_MU 10 53" 

fflKJBZ-ttfZo 8mL WAy77- (0.5% Triton 100 PBS 

) IzXM^l, 5 frfflfcWrLtZo ZtL* 2 EJiMjilL PBS ~em < "Tir^tzo Kfo 

-fi£*W?';-) ^T-9-^-/;V^Mt, 8 mL »'y7 7- (0.5% Trit 
on 100 PBS) izxm.^ 5 ^WftjfrLfco 2 0«3f LT PBS T^<-f- 

^7^7° (+^>/^;-) kxtk^^m o.s^l (Dmm^f-^ 

(Ciphergen Biosystems ,Inc) /50% T-fe h ^ h V jp (Wako) /0.5%TFA (W 
ako) 2 HSSftlLfeo ^l/iT'Dr'f y 7*T\"i rnf^. 

/nM *UV- - v^-rAII • • f. n ^.-*~ (Ciphergen Biosystems 

,Tnc) KX-oXMfrM^tZo 
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[0 0 3 6] 

2 ) ps2o^ ? y K x h mmsM 

mi A, mi BKMfe-r-tZTji'to z<D-r-?y PS20 y° 

0 Z<Dm<nffim<7)%-m* Arbitrary Units (AU) tt-6„ #H^-CJ±/MElfitf#;£ 

T Trk49 ^#O^EKO^#TOO?gf&&Jhfa 2 o<7)«t 5795Da ttifi 
„ 6860Da tti&<D \£ h titz (Ell AO (2). 01 BO (5)) 0 CLOtT- 
^tt*KflXO«^^JflrjKAJfll?t-t l t±®[i6e)*L*v> (HlAoQh (3)) 0 fcf-* 
O^i^ofc/J^JfiL^-CtiM^ 5580> 7075 (Hi AO (2)) Da #i£ O fcf - ? & 
fllB-CSAo #«S&£,fe#0 5795Da#iS, 6860Da #i£0 If- ? fi*;i/^ >i 
Mft-CMtt:Mx.TV^ (HIlBO(6)) o fc*3, t°-^O^T*«feT'# 

i£tUv»5oii, ioH^tli, 20 mrtoM^mH^-Si: 

^£>T*&£ 0 Sft. Trk62 SL#*fflV»fc|OK|2-Cli#lRjRo®|&*mf»*»P>li^ 
#165*7 5^ > h *BH6*^ojt (EllAO(3)> (4)) 0 t LtH^f 
f±£ft*^ftk*tTl/>fcrt»o/i£<$r5&0 TRACP 5b 7 7^^>htiI^M 
t^iti:^l/; 0 ^H(i-9--f 7ryx >£fc SELDI-T0F MAS KioTltj 57 
95Da 5580Da 6860 Da 7075Da #J£ M&tB $ ti&M&Mt tz 

1 <fflMLTV>7t 0 Trk62 O^Stt^^^o Trk62 t± Trk49 

MiZ Trk49 {±7^;* > h b&Ht\Z X < KJ6bTV>fe 0 
i*tfe03MEJ: «9^H^0 2^0-=6/^n-^;v^# > T r k49 Trk62 (i 

£v*T, -e^L?> 2oott#*fflv»fcBS3*ftft*5gfe»wJ: *K TRACP 5b£#^6*f 
[0 0 3 7] 
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(9) ^/^n-j- )\4mm££MLVM£. 

mmmmmm.miLm iz$t^xft-=>fz 0 2 mm^fcwMW. (a) tracp 5b 

(B) Trk49 T ~7 4 —t- -i iyy AffitS TRACP 5b 77^>h^ 5^g/mL 20 
mM ?^>n$mmt%2> i^lcllU 50/* L o'o 96 ^^^-h (Nunc) 
^f£$-££o 4*0, — Bfcfl-S L 0.05%Tween20 £^tf 20mM hVXMffifc 
200// L X^ls-h* 3 HIS^U 7uy*>ym (1.596BSA 10% ^v* 
n-*£^tf 20mM hVXmmm £ 100// L o*oJpx.T 4t: — BfcHttL*: 
o W 0.05%Tween 20 20mM h V ^mffiWi 200// L -e^l/- h & 3 EJ 

ifc^L, 12 &miz3ti%iLtztf,fcmm (0, 0.1, 0.15, 0.20, 0.25, 0.3, 0.35, 
0.4, 0.45, 0.5, 0.75, 1.0//g/mL) £ 20 //L o*oj0x.T^# (i) 371C, (ii) 
4VT^tl^tl 2 B#P^J££-tbt 0 1 0.05%Tween 20 20mMh 

V^MWffc 200// L T-yi/- h £ 3 HI^L, 1/1000 «tfM2^fi#: (in: 
"7 ? * IgG-HRPMfefctft: : Zymed) 50//L ZtiUz-T 37VX 2 B#P^]££-£, 0.0 
5%Tween 20 %<£tf 20mM h V 7,mffiWL 200// L V- h & 3 0fl:J£Lfc& 
£ 3mg/mL 0PD 100// L SrflDxTfl&S-^, 0.1N 100// L tMfcih 

ft 492nm KXit^Lfz 0 
[0 0 3 8] 

<roM*^^>^JA6tc^# (i) T« 1M $>1z*)<D A492 & &t £ ifrfcif^i £ ^ 
*6£o Witf TRACP 5b 0.05//g "Ck* A4 92 =0.250 -e&o£<7) 

T\ tiifa<DfrlrmZ 14.6 ^t1"££^J:? K;£a6£>;ii,& 0 
[0 0 3 9] 

[fti] 

0.25/10.05/ (0.146X10-9) (=0.731X10-9 (1) 
[0 0 4 0] 

&u a) T^tzm^h^Ci^^^mm^isn^^mi^mmifi]^ 

[0 0 4 1] 

1^2] 
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[PL]=^#(ii) tZj3l,i&A 49 2/lMm.m$>fz *) WA492 (2) 
[0 0 4 2] 

[0 0 4 3] 

[&3] 

[pf] =in^feSt#iftjs- [pl] (3) 

[0 0 4 4] 

^ftiSl^LT [PL]/[PF] Sr^ny > LT^-O&IBB (~nK) £0*g<£ 
(Ka) £;fci6& 0 

[0 0 4 5] 

HU] 

Ka=-&jSe/n (4) 
[0 0 4 6] 

±IB^i Ua&fcfc LT 2 ttlgO^^n-^ffifl: Trk49. Trk62 <0|§-^ 
5£Bc (Ka) »iTIB0^2 0fc^»)-C2bofeo 
[0 0 4 7] 

[f£2] 

■ . : &&&& 

Trk49 (TRACP 5b) Ka=0.94X109 

(TRACP 5b 77^>h) Ka=5. 25X10^ 

Trk62 (TRACP 5b) Ka= 3 . 73 X 1()9 

(TRACP 5b 7 *7 y Y ) Ka=0. 69X 109 

[0 0 4 8] 

[0 0 4 9] 

[£fe5] 

Trk49 ORJS14>Trk62 1 mm t ©KJ^tt 

>Trk49 l£f!t £ >Trk62 b7?y*>hh <DEUB& 
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[0 0 5 0] 

iot^^n-t« Trk49 (± TRACP 5b D £ TRACP 5b 77^ 

^ > h tM/Stt^ < , ^r<D± Trk62 <9 TRACP 5b t *) 
fi^^tztb, i±CtbK%.fcM*-CM$imb~ Trk49 i: TRACP 5b 7 ? ? * > h & 
*S£-U t^"7"7^ > h (Dm^LtcKfo^T Trk62 iiJ: 9*5pJfc TRACP 5b 

[0 0 5 1] 

do) elisa [zx^M^mm. 

•e^-C Trk49 1 //g/wel 1/100 M U Trk49 2//g/well/100^U Trk62 l//g/well 
/lOO^U Trk62 2^ g/we 11/100 fiU (Trk49 l//g+Trk62 l^g)/ well/100^ L<^)5 

o#^tt^TM«L^ot^T^^ 0 tztz x.mmfc&m* lOO^L /n 
y*yymmmz 200 ,«l ■9->t p ;v*^ 100^ l K^Lxn^tzo 

Ufc£Jfc»i\ 7*^- Mc^Lfciit#:^, t>7^tLt TRACP5b i^H-7°-;HfiL 

^H*f^*ffv\ 100^ l &$j;&nu 37t:-e 1 B#rei> mmKfczz 

*tfz 0 0.2N O NaOH ^m^mx.XKB^±^^it^t U S£Stf&tt£;£i6 
Trk49 t Trk62 «:I^L^7l/- J: OlQKltt^lK & ^jt&ftJiLT 

v>^o i^g 2^ g ic±i*LT^ii:^tt, aRjfttei4j&*ri«g±L*;fr 

ofcd fc;fr&|0&£H#1-*t!L#*tt l^g/ well t?te^+#T&c>tf:£#x. 

*Lfco 0$ lj M^^CH^OSi^ 0 Trk49 ttl»f7 7^ > h 
tttftWKtt^**, Trk62 ^ Intact fcJ&ifcSfttk 

[0 0 5 2] 
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(11) y -Tv?xum*m\m > 

49, $tz*>Yu-)V\z Trk62 =H£fflLT, 2 ^ * n - £ ^ 

1 % 77 y 2mL O.lmg/mL Trk49 Trk62 Jfi#:*#$L 2m 

L fc«r«^U &JlB#fTO$L£ 0 1%BSA ^ffc^Jl^U l?Jg 

#&l«PM«^Lfc 0 HtfifrMfc, it»«r PBS Sm^KJKajU 9T-y^^SOB 
£#fco C^)7777^|«^ 0.15% £^0.1% 1/2 ^offLt^ 
It 8 »7f';nitl (0.1, 0.05, 0.025, 0.0125, 0.00625, 0.00313, 0 
.00156%) fcflsjftLfco ELISA ftfci3»t*^fcov*-C|ftlJII*r*o 

(ii:*i:i(7)7f7 7^1!: Trk62 (2^g/well) T?£ V**:?^- Mr 50 fx 
L o'o^L/co ^cK^f > 7 t-AK • n^-tr^ h =Hf o 7c TRACP 5b ^fi^- 
;HfiLff (8U/mL) & lOO^L o'oflnxT, MM, itHfifv>m 1 BftRIR 
j£$-g:fco 0.05% Tween 20 20mM Tris MWM (pH7.0) "C 3 

®ifc&L&mmMmwL*tox.fz 0 37*0, 1 ntna^ >^^-h^n-otz^ rj& 

fttlhfc (0.2N NaOHM) £ 50// L »LT, 405/490nm TWJgLfco *&**EI 
3^7j^fo Trk62 Stf^-r y * XfttHS^ftIIURT?liy hJiO^y ^ n-^;v 

fz 0 L^L, Trk49 -C*i 0.1-0.15% y ^^MH^n^-C^tC^fl 

f^^j:-?^7f 77x^ ^ <r>mmjmmm£ *m ^na-c* & c t 

7) s 7F$tL7t 0 Trk49 * 9 "r y ? y X K&ff&rf , m%LK&ffiZ*ttzi><D* 

[0 0 5 3] 

&±temA\zw%Lt:M*)* *&mvfi&m&m-c\±, »£#&sttMt&& 

ffiiE#2 003-3109677 
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[HI A) 

fillffl^^to (1), (2)#>£> Trk49 ^WBifiL^^^#^^HKS-r^79^ 
^ > ft4tI#oTV^f^ojt e — # Trk62 -Cfi(3K (4)^£>#^[ft 

mi B] 

[0 2] 

IH2(i, |W|— M?<7)#l#: Trk49 £ Trk62 ZmMLfz ELISA O^^TjrTo T 
rk49 (iI|V^lS#L^$^^o^o L^L Trk49 t Trk62 £|WJBf &CflJffl L 
Tt^V- hT'ti Trk62 ^^mx^mLtz^X *) i> K^m^m±LX^^ 0 
[E!3] 

El 3 (i, Trk62 Hci&#£-£\ £vfc Trk62, Trk49 <7)V>-f*L^ 

fMttlZl&Mi^tX ELISA ^^To7t^^^1- 0 7 s P - h £ M £-f 
& Trk62 #MM8ffc9r y ^ XUMXWma? T v? X&MTfeMiP& < tco 
ttT^fe>6 J f|< ^oTV^ 0 t^t Trk49 ift7f7^^^It'ii 0.196-0.1 

5% mwmx^tmzmm^&m^i ^^tz 0 x-=>x Trk49 ^§#777 

fxUMltfU- ht,zm.MZtifz Trk62 £#J31-& d t X$h%:*$>lf h ti%> CI 
bff-frfr-otzo 
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[mi a] 



(AU) 
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1 B] 



1/*$- 




(AU) 
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[12] 



ELISAaiZcfe^aiJ^jg 



Trk49+Trk62 




5 10 
U/L 



15 



H3] 



LATEXgt^glJnELISA 







in 



O 
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m 



mm 

*J|MBrcJBv»* J: < JEHUS WS^igti & 0 
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